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MEANS AND METHODS FOR MONITORING PROTFacir 

ANTIRETROVIRAL THE^PY i^ GmoS^a 
THERAPEUTIC PKCTSTOWS IN THE Tpg^S^gg^og^jgi^ g,^, 

This application claims the benefit of U.S. Application 
NO. 097591, 899, filed June 12, 2000 and U.S. Application 
No. 09/338,323, filed June 22, 1999, the contents of each 
of which are hereby incorporated by reference in to this 
application. 

Throughout this application, various references are 
referred to within parenthesis. Disclosures of these 
publications in their entireties are hereby incorporated 
by reference into this application to more fully describe 
the state of the art to which this invention pertains. 

Technical Field 

This invention relates to antiretroviral drug 
susceptibility and resistance tests to be used in 
identifying effective drug regimens for the treatment of 
human immunodeficiency virus (HIV) infection and acquired 
immunodeficiency syndrome (AIDS). The invention further 
relates to the means and methods of monitoring the 
clinical progression of HIV infection and its response to 
antiretroviral therapy using phenotypic or genotypic 
susceptibility assays. The invention also relates to 
novel vectors, host cells and compositions for carrying 
out phenotypic susceptibility tests. The invention 
further relates to the use of various genotypic 
methodologies to identify patients who do not respond to a 
particular antiretroviral drug regimen. This invention 
also relates to the screening of candidate antiretroviral 
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dru'gs for their capacity to inhibit viral replication, 
selected viral sequences and/or viral proteins. More 
particularly, this invention relates to the determination 
of protease inhibitor (PRI) susceptibility using 
5 phenotypic or genotypic susceptibility tests. This 

invention also relates to, a means and method for 
accurately and reproducibly measuring viral replication 
fitness- 

10 Background of the Invention 

HIV infection is characterized by high rates of viral 
turnover throughout the disease process, eventually 
leading to CD4 depletion and disease progression. Wei X, 
Ghosh SK, Taylor ME, et al. (1995) Nature 343, 117-122 and 

15 Ho DD, Naumann AU, Perelson AS, et al , (1995) Nature 373, 

123-126- The aim of antiretroviral therapy is to achieve 
substantial and prolonged suppression of viral 
replication . Achieving sustained viral control is likely 
to involve the use of sequential therapies, generally each 

20 therapy comprising combinations of three or more 

antiretroviral drugs. Choice of initial and subsequent 
therapy should, therefore, be made on a rational basis, 
with knowledge of resistance and cross-resistance patterns 
being vital to guiding those decisions. The primary 

25 rationale of combination therapy relates to synergistic or 

additive activity to achieve (greater inhibition of viral 
replication. The tolerability of drug regimens will 
remain critical, however, as therapy will need to be 
maintained over many years. 
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in an untreated patient, some 10- new viral particles are 
produced per day. Coupled with the failure of HIV reverse 
transcriptase (RT) to correct transcription errors by 
exonucleolytic proofreading, this high level of viral 
turnover results in 10^ to 10^ mutations per day at each 
position in the HIV genome. The result is the rapid 
establishment of extensive genotypic variation. While 
some template positions or base pair substitutions may be 

more error prone (Mansky LM, Temin HM (1995) J Virol 69 
5087-5094, (Schinazi RF, Lloyd RM, Ramanathan CS, et al' 
(1994, Antimicrob Agents Chemother 38, 268-274, 

mathematical modeling suggests that, at every possibll 

sangle point, mutation may occur up to 10,000 times per 

day in infected individuals. 

For antiretroviral drug resistance to occur, the target 
enzyme must be modified while preserving its function in 
the presence of the inhibitor. Point mutations leading to 
an amino acid substitution may result in changes in shape, 
sxze or charge of the active site, substrate binding site 
or xn positions surrounding the active site of the enzyme 
Mutants resistant to antiretroviral agents have been- 
detected at low levels before the initiation of therapy 
(Mohri H, Singh MK, Ching WTW, et al. (1993) Proc Natl 
Acad sci USA 90, 25-29) (N^jera I, Richman DD, Olivares I, 
et al. (1994) AIDS Res Hum Retroviruses 10, 1479-1488,' 
(N^jera I, Holguin A, Quifiones-Mateu E, et al. (1995, j 
Virol 69, 23-31,. However, these mutant strains represent 
only a small proportion of the total viral load and may 
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have a replication or competitive disadvantage compared 
with wild-type virus. (Coffin JM (1995) Science 267, 
483-489) . The selective pressure of antiretroviral 
therapy provides these . drug-resistant mutants with a 
competitive advantage and thus they come to represent the 
dominant quasi species (Frost SDW, McLean AR (1994) AIDS 
8, 323-332) (Kellam Boucher CAB, Tijnagal JMGH (1994) J 
Gen Virol 75, 341-351) ultimately leading to a rebound in 
viral load in the patient. 

Early development of antiretroviral therapy focused on 
inhibitors of reverse transcriptase . Both nucleoside and 
non-nucleoside inhibitors of this enzyme showed 
significant antiviral activity (DeClerq, E. (1992) AIDS 
Res . Hum. Retrovir . 8 : 119-134 ) . However, the clinical 
benefit of these drugs had been limited due to drug 
resistance, limited potency, and host cellular factors 
(Richman, D.D. (1993) Ann. Rev. Pharm. Tox. 32:149-164). 
Thus inhibitors targeted against a second essential enzyme 
of HIV were urgently needed. 

In 1988, the protease enzyme of HIV was crystallized and 
its three-dimensional structure was determined, (Navia MA, 
Fitzgerald PMD, McKeever BM, Leu CT, Heimbach JC, Herber 
WK, Sigal IS, Darke PL, Springer JP (1989) Nature 
337:615-620 and Winters MA, Schapiro JM, Lawrence J, 
Merigan TC (1997) In Abstracts of the International 
Workshop on HIV Drug Resistance, Treatment Strategies and 
Eradication, St. Petersburg, Fla.) allowing for the rapid 
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development of protease inhibitors. initially, it was 
hypothesized that htu . 

^ "'"^ protease, unlike reverse 
transcriptase, would be unahie 

, ^. unable to accommodate mutations 

e.di„, to dru, resistance. TMs is not the case, and to 
date over 20 a.ino acid substitutions in the „iv protease 
have been observed during treatment with the currently 
avai able protease inhibitors. The genetic pattern of 
stations conferring resistance to these orot 
inhibitors is complex a„rt Protease 

complex, and cross-resistance betwe 
structurally different compounds occurs 



en 



PROrEASR INHTBTTOPC 

HIV protease was classified as an aspartic proteinase on 
the basis Of putative active-site homology <Toh „, o„o M, 
Sargo K, Miyata T ,1985, Nature 315:691,, its inhibition 
by peptastm (Hichards AD, Roberts ounn BM, Craves MC, 
Kay a ,1989, rEBS Lett 2.7:113,, and its crystal structurl 
mavia ritzgerald P„o, «cKeever B„. .au CT, Heimbach 

OC Berber WK, slgal is, Oarke PL, Springer ,1989,. 
Nature 337 = „5-620,. The en.yme functions as a homodime 
composed of two Identical 99-ami„o acid chains ,Debouc. C, 
«avia „A, Fitzgerald PHD, „cKeever B„, Leu CT, Heimbach 
K. Herber WK, Sigal is, Dar.e PL, Springer .P ,1986, 
Oroc. Natl. Scad. Sci. USA 84:8903-8906,, with each chain 
containing the characteristic Asp-Thr-Gly active-site 
sequence at positions 25 to 27 ,Toh H, Ono M, Saigo K 
Miyata T ,1985, Nature 315:691,. 
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HIV protease processes gag (p55) and gag-pol (pl60) 
polyprotein products into functional core proteins and 
viral enzymes (Kohl- NE, Diehl RE, Rands E, Davis LJ, 
Hanobik MG, Wolanski B, Dixon RA (1991) J. Virol, 
5 65:3007-3014 and Kramer RA, Schaber MD, Skalka AM, Ganguly 

K, Wong-Staal F, Reddy EP (1986) Science 231:1580-1584). 
During or immediately after budding, the polyproteins^are 
cleaved by the enzyme at nine different cleavage sites to 
yield the structural proteins (pl7, p24, p7, and p6) as 
10 well as the viral enzymes reverse transcriptase, 

integrase, and protease (Pettit SC, Michael SF, Swanstrom 
R (1993) Drug Discov. Des. 1:69-83). 

An asparagine replacement for aspartic acid at active-site 
15 residue 25 results in the production of noninfectious 

viral particles with immature, defective cores (Huff JR 

(1991) AIDS J, Med. Chem. 34:2305-2314, Kaplan AH, Zack 
JA, Knigge M, Paul DA, Kempf DJ, Norbeck DW, Swanstrom R 

(1993) J. Virol. 67:4050-4055, Kohl NE, Emini EA, Schleif' 
20 WA, Davis LJ, Heimbach JC, Dixon RA, Scolnik EM, Sigal IS 

(1988) Proc. Natl. Acad, Sci- USA 85:4686-4690, Peng C, Ho 
BK, Chang TW, Chang NT (1989) J. Virol. 63:2550-2556). 
Similarly, wild-type virus particles produced by infected 
cells treated with protease inhibitors contain unprocessed 
25 precursors and are noninfectious (Crawford S, Goff SP 

(1985) J.. Virol. 53:899-907, Gottlinger HG, Sodroski JG, 
Haseltine WA (1989) Proc. Natl. Acad. Sci. USA 
86:5781-5785, Katoh lY, Yoshinaka Y, Rein A, Shibuya M, 
Odaka T, Oroszlan S (1985) Virology 145:280-292, Kohl NE, 
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Scoan.k EM, Slgal is ,1988) Proc Natl A . 
85:4686-4690, Pengc Ho BK Ch 

-roi. «=«so-.:6^:L ;rs::;rr: 
...a« Moc. ;;:::rr:: 

Dreyer GB, Meek TD, Bugel^ki Pa Bol 

Matthews TJ (i^s, I II """" 

36-982-988, a, k ''^ents Chemother. 

JS..982 988). Although the viral protease i« » 
dimer If K< . t^ocease is a synunetric 

dinier, rt brnds its natural substrates or Inhibitors 
asynmetrlcally (Drever gr p ,. inhibitors 

J lureyer, GB, Boehm JC, Chfrsv. n 
DesJarlals RL, Hassell am. Meek TD t„ . ' 
(19931 B,-„ K ■ Tomaszek TAJ, Lewis M 

aSM, Biochemistry 32:937-947, Miner „J, Schneider a, 
Sathyanarayana BK, Toth MV, Marshall CP, clawson L, Sel 

Kent SB, wlodawer A ,1989, Science 246=U49-n52? 
These bindings together with the knowledge h al e 
-„ds o. proline residues are not susceptible to cle ! 

V «lia„ endopeptidases gave rise to the .irst c 
1" protease inhibitors based on the transition state 
™c concept, with the phenylalanine-proline cleavage 
srte being the critical ncnscisslle bond .Robert, NA 

Tl ■ -nc 

IB, Galpm SA, Handa BK, Kay J Krohn a r . 

^ ' A, Lambert RW 
Merett JH, Mills JS, Parkes kfr p ^ k 

^' P^^^^es KEB, Redshaw S, Ritchie AJ, 

Taylor dl, Thomas GJ, Machin Pj {1990) .0 • 
248:358-361) ^ Science 
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Amino acids implicated in resistance to protease 
inhibitors . 

As new protease inhibitors are developed, the ability of 
certain amino acid substitutions to confer resistance to 
the inhibitor is usually determined by several methods, 
including selection of resistant strains in vitro,, site- 
directed mutagenesis, and determination of amino acid 
changes that are selected during early phase clinical 
trials in infected patients. While some amino acid 
substitutions are specifically correlated with resistance 
to certain protease inhibitors (see below), there is 
considerable overlap between sets of mutations implicated 
in resistance to all approved protease inhibitors. Many 
investigators have attempted to classify these mutations 
as either being ''primary" or ''secondary", with varying 
definitions. For example, some investigators classify as 
primary mutations which are predicted, based on X-ray 
crystallographic data, to be in the enzyme active site 
with the potential for direct contact with the inhibitor 
(e.g. D30N, G48V, I50V, V82A/F/S/T, I84V, N88S, L90M) . 
Secondary mutations are usually considered as being 
compensatory for defects in enzyme activity imposed by 
primary mutations, or as having enhancing effects on the 
magnitude of resistance imparted by the primary mutations 
(e.g. LIOI/F/R/V, K20I/M/R/T, L24I, V32I, L33F/V, 
M36I/L/V, M46I/L/V, I47V, I54L/V, L63X, A71T/V, G73A/S/T, 
V77I, N88D) . Lists of mutations and corresponding 
inhibitors are maintained by several organizations, for 
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example: Schinazi et al Mn^=^^ 

ai.. Mutations in retroviral genes 
associated with drug resistance, mtl An.i ■ , 
iyyy,7.46-69 and Shafer et al Hnm=« t 
Virus R.v Inimunodeficiency 
Virus Reverse Transcriptase and P.otease Sequence 
a a.3se, .ucleic Acids Research 1999, 27(1,, 3.8- ^ 

resistance.com/ or http: //hivdb. Stanford, edu/hiv/, 
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Saquinavir 

Saquinavir, developed by Hoffmann-La Roche ^ was the first 
protease inhibitor to undergo clinical evaluation, 
demonstrating that HIV-1 protease was a valid target for 
5 the treatment of HIV infection (Jacobsen H, Brun-Vezinet 

F, Duncan I, Hanggi M, Ott M, Vella S, Weber J, Mous J 

(1994) J. Virol. 68:2016-2020). Saquinavir is a highly 
active peptidomimetic protease inhibitor with a 90% 
inhibitory concentration (IC90) of 6 nM (id). In vitro, 

10 saquinavir can select for variants with .one or both of two 

amino acid substitutions in the HIV-1 protease gene^ a 
valine-for-glycine substitution at position 48 (G48V) , a 
methionine-f or-leucine substitution at residue 90 (L90M) , 
and the double substitution G4 8V-L90M (Eberle J, Bechowsky 

15 B, Rose D, Hauser U, vender Helm K, Guertler L, Nitschko H 

(1995) AIDS Res. Hum. Retroviruses 11:671-676, Jacobsen H, 
Yasargil K, Winslow DL, Craig JC, Kroehn A, Duncan IB, 
Mous J (1995) Virology 206:527-534, Turriziani 0, 
Antonelli G, Jacobsen H, Mous J, Riva E, Pistello M, 

20 Dianzani F (1994) Acta Virol. 38:297-298). In most cases, 

G48V is the first mutation to appear, and . continued 
selection results in highly resistant double-mutant 
variants. A substitution at either residue results in a 
3- to 10-fold decreased susceptibility to the inhibitor, 

25 whereas the simultaneous occurrence of both substitutions 

causes a more severe loss of susceptibility of >100-fold 
(id). 

In vivo, saquinavir therapy appears to select almost 
exclusively for mutations at codons 90 and 48 (id. 
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Ve la S, „o„. , 173:13,9-1387, 

Vella . Gallu27n r • . 

Ja.oh ' ^' Pi^illo MF, Duncan I, 

Jacobsen H, Andreoni M, Sarmati t r 
TV . aarmati L, Ercoli L (1996J 

Antiviral Res. 29-91-931 c» • . ^^^^b) 

^^•91 93). Saqumavir-resistant variants 
emerge in approximately 45% of patients after 1 year of 
monotherapy with 1,800 .craig ic, Duncan IB 

Roberts NA, Whittaker L (1993) In At J / Duncan. .IB, 

»-i-»»J) In Abstracts of the 9th 
nte„.tio„al Conference on Mos. Berlin, .ex^an., o„n.„ 
IB aacobsen „, o„en s, Roberts NA ,1S96, In Abstracts of 

n ect °' «"rovir„se. an. Opportunistic 

infections. Washington, O.D., i.. „ous Brun-Ve.inet r 
ouncan IB, „aen„i „, aacobsen „, Vella s ,199., l'„ 
.streets Of tHe lOtH International Conference on lo 

0.0 a„3, .apan, . The fre.uenc. of resistance is lo„e: 
<22») .n patients receiving combination therapy „ith 
TZ r -"--vir .coiuer AC, 

Bart: A r°"'"' ---- - 

Baruch A, aones „, Pacey K, Whitacre C, «cAuliffe Va,„ 

nllT: "''^'-'"^ "-P" C, Corey L 

(1«6, H. Engl. „ed. 33,:l011-l„i7,. l„ contrast to in 
vitro-selected virus, where the G48V station is the first 
step to resistance, the .90„ exchange is the predominant 
.uta ron selected in vivo while the G.8V ,2%, or the 
double mutant ,<2„ i, „rely found ,id, . m another 
recen study of in vivo resistance during saquinavir 
monotherapy no patient was found to harbor a .utant 
vrrus lives KJ, Jacobsen H, Galpin SA, Caraev MM, Dorrell 
^. Mous J, Bragman K, Weber ™ ,1997 a. Antimicrob 



wo 00/78996 PCT/USOO/1 71 78 

-12- 

Chemother. 39:771-779). Interestingly, Winters et al. 
(id) observed a higher frequency of the G48V mutation in 
patients receiving higher saquinavir doses as monotherapy. 
All patients (six of six) who initially developed G48V 
also acquired a V82A mutation either during saquinavir 
treatment or after switching to either indinavir or 
nelfinavir. An identical mutational pattern was. found in 
another study during saquinavir monotherapy (Eastman PS, 
Duncan IB, Gee C, Race E (1997) In Abstracts of the 
International Workshop on HIV Drug Resistance, Treatment 
Strategies and Eradication, St. Petersburg, Fla.). Some 
residues represent sites of natural polymorphism of the 
HIV-1 protease (positions 10, 36, 63, and 71) and appear 
to be correlated to the L90M mutation (id) . Another 
substitution, G73S, has been recently identified and may 
play a role in saquinavir resistance in vivo. Isolates 
from five patients with early saquinavir resistance and 
those from two patients with induced saquinavir resistance 
after a switch of therapy to indinavir carried the G73S' 
and the L90M substitutions Dulioust A, Paulous S, 
Guillemot L, Boue F, Galanaud P, Clavel F (1997) In 
Abstracts of the International Workshop on HIV Drug 
Resistance, Treatment Strategies and Eradication^ St. 
Petersburg, Fla.). 
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Ritonav-i v 

ZIZZ --.atones, „33 t.e 

peptidc.l„etic inhibitor ,„o DD Tovo T- 

-tivity has b.e„ demonstrated against a " 

IC90S Of 70 to 200 nM (Kuroda «J, El-Farrash L 

S, Harada s Virology aaO = ;:a-\x: ' """"^ 

Resistant virus generated by serial in 

;--«ed 3peei.o jtatiir aV :::::r::" r 

/ WW i^L/ ii^^yo; J, Virol f;Q*7ni -7n/-i 
The I84V substitution appeared to be the .a.or dit ' 
Of resistance, resulting i„ 3 lO-Ld f 

- — — °— ^^^^ 

onfers an even greater ievei of resistance, up to 
20-fold. The substitutions M.ex, .S3., and .,lv, „he„ 

t oduced into the protease coding region of wii'd-typ 
»M 3, drd not result in significant changes in drug 
susceptibility. Based on replication ,inet is 

e=<peri,„ents, these changes are likely to h» 

^ . ii 1= iiKeiy to be compensatory 

repiici: :r""^\ ^ - -™ 
mutati::: ^"'^ " ^--^^-^ - 
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Indinavir 

Indinavir, developed by Merck & Co., is the third HIV 
protease inhibitor licensed in the United States, 
Indinavir is a potent and selective inhibitor of HIV-1 and 
HIV-2 proteases with Ki values of 0.34 and 3.3 nM, 
respectively (Vacca Jp, Dorsey BD, Schleif WA^ Levin RB, 
McDaniel SL, Darke PL, Zugay J, Quintero JC, Blahy OM, 
Roth E, Sardana VV, Schlabach AJ, Graham PI, Condra JH, 
Gotlib L, Holloway MK, Lin J, Chen L-w, Vastag K, Ostobich 
D, Anderson PS, Emini EA, Huff JR (1994) Proc. Natl. Acad. 
Sci. USA 91:4096-4100). The drug acts as peptidomimetic 
transition state analogue and belongs to the class of 
protease inhibitors known as HAPA (hydroxyaminopentane 
amide) compounds (ibid) . Indinavir provides enhanced 
aqueous solubility and oral bioavailability and in cell 
culture exhibits an IC95 of 50 to 100 nM (Emini EA, 
Schleif WA, Deutsch P, Condra JH (1996) Antiviral 
Chemother. 4:327-331. 

Despite early reports of a lack of in vitro resistance by 
selection with indinavir (id), Tisdale et al. (Tisdale M, 
Myers RE, Maschera B, Parry NR, Oliver NM, Blair ED (1995) 
Antibicrob. Agents Chemother. 39:1704-1710) were able to 
obtain resistant variants during selection in MT-4 cells 
with substitutions at residues 32, 46, 71, and 82. At 
least four mutations were required to produce a 
significant loss of susceptibility (6.1-fold compared with 
the wild type) . The mutation at position 71, described as 
compensatory (Markowitz M, Mo H, Kempf DJ, Norbeck DW, 



wo 00/78996 

PCT/US0(i;i717« 

•15- 



Bhat TN, Erick^on Jw, „c dd (1995) j. virol (id) 
appeared to contribute phenotypic resistance and also to 
.^nprov. Virus ,rowth. E.i„i et al. ,id, and Condra et al. 
(Condra Holder 00. Schleif aiahy OM, Danovich RM, 

Gabryelski La, Graha. 0., Laird D, Quintero ac, Rhodes A. 
Bobbrns HL, Hoth E. , SMvaprakash „. .ang T, chodakewit. 
Deutsch P.. Leavitt RV, „assari Fe, Mellors JH 

Squires KE, Steigbigel RT TPnnior- u r. • ■ ' 

y yej. Ki, Teppler H, Emini EA (1995) 

Nature 374:569-571, found by constructing mutant HIV-1 

Clones that at least three mutations at residues 46 63 

=hd 82 were required for the phenotypic manifestation of 

resistance with a fourfold loss of susceptibility 
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Nelf inavir 

Nelfinavir, developed by Agouron Pharmaceuticals, is a 
selective, nonpeptidic HIV-1 protease inhibitor that was 
designed by protein structure-based techniques using 
iterative protein crystallographic analysis (Appelt KR, 
Racquet J, Bartlett C, Booth CLJ, Freer ST, Fuhry "MM, 
Gehring MR, Herrmann SM, Howland EE, Janson CA, Jones TR, 
Kan CC, Kathardekar V, Lewis KK, Marzoni GP, Mathews DA, 
Mohr C, Moomaw EW, Morse CA, Oatley SJ, Ogden RC, Reddy 
MR, Reich SH, Schoettlin WS, Smith WW, Varney MD, 
Villafranca JE, .Ward RW, Webber S, Webber SE, Welsh KM, 
White J (1991) J. Med. Chem. 34 :1925-1928). In vitro, 
nelfinavir was found to be a potent inhibitor of HIV-1 
protease with a Ki of 2 . 0 nM (Kaldor SW, Kalish VJ, Davies 
JF, Shetty BV, Fritz JE, Appelt K, Burgess JA, Campanale 
KM, Chirgadze NY, Clawson DK, Dressman BA, Hatch SD, 
Khalil DA, Kosa MB, Lubbehusen PP, Muesing MA, Patrick AK, 
Reich SH, Su KS, Tatlock JH (1997) J, Med. Chem. 
40:3979-3985) . The drug demonstrated antiviral activity 
against several laboratory and clinical HIV-1 and HIV-2 
strains with 50% effective concentrations ranging from 9 
to 60 nM (Patick AK, Boritzki TJ, Bloom LA (1997) 
Antimicrob. Agents Chemother. 41:2159-2164). Nelfinavir 
exhibits additive-to-synergistic effects when combined 
with other antiretroviral drugs ( Partaledis JA, Yamaguchi 
AK, Tisdale M, Blair EE, Falcione C, Maschera Myers RE, 
Pazhanisamy S, Futer 0, Bullinan AB, Stuver CM, Byrn RA, 
Livingston DJ (1995) J- Virol- 69:5228-5235). Preclinical 
data showed high levels of the drug in mesenteric lymph 
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nodes and the .pleen and good oral bioavaUability (Shettv 
Chemother. 40:110-114). 

. In vitro, followinq 22 spriai x=.e.^ 

g serial passages of HIV-1„., , in the 

presence o. „.u.n..,r, a variant ,P.., Te" veLo , 

educed s„3ceptiMlU. was isolated. ..ter an addiUonaZ 
passages a variant ,P28, with a 30-fold-decreased 
s.=ceptiMiit. to „ei.i„avir was identified ,Patic. .K 

these variants identified i„ decreasing frequency the 
=u s rtutions 030K, .nv, and xe.V for the P« variant a 
mutatrons M«l, I84V/A, L63P, and *71V for the P28 
variant, ^.ntiviral susceptibility testing of recon*inant 

vefold-rncreased 90% effective concentration for the 
I84V and 030» Single mutants and the M.„/18.V double 

Cit" "° "^-^^ " ^-^^eptibiUty observed 

With M46I, L63P, or A71V alone {ibid). 
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Amprenavir 

Amprenavir is a novel protease inhibitor developed by 
Vertex ' Laboratories . and designed from knowledge of the 
HIV-1 protease crystal structure (Kim EE, Baker CT, Dyer 
MD, Murcko MA, Rao BG, Tung, RD, Navia MA- (1995) J. Am. 
Chem. Soc. 117:1181-1182). The drug belongs to the. class 
of sulfonamide protease inhibitors and has been shown to 
be a potent inhibitor of HIV-1 and HIV^2, with IC50s of 80 
and 340 nM, respectively. The mean IC50 for amprenavir 
against clinical viral isolates was 12 nM (St . Clair MH, 
Millard J, Rooney J, Tisdale M, Parry N, Sadler BM, Blum 
MR, Painter G (1996) Antiviral Res. 29:53-56) • HIV-1 
variants 100-fold resistant to amprenavir have been 
selected by in vitro passage experiments (id). DNA 
sequence analysis of the protease of these variants 
revealed a sequential accumulation of point mutations 
resulting in amino acid substitutions LIOF, M46I, I47V/ 
and I50V. The key resistance mutation in the HIV-1 
protease substrate binding site is I50V. As a single' 
mutation it confers a two- to threefold decrease in 
susceptibility (ibid). The other substitutions did not 
result in reduced susceptibility when introduced as single 
mutations into an HIV-1 infectious clone (HXB2) . However, 
a triple protease mutant clone containing the mutations 
M46I, I47V, and I50V was 20-fold less susceptible to 
amprenavir than wild-type virus. The I50V mutation has 
not been frequently reported in resistance studies with 
other HIV protease inhibitors. Kinetic characterization 
of these substitutions demonstrated an 80-fold reduction 
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in the inhibition constant (KJ for the I50v • , 
protease and a 270 fniH . single-mutant 

a 270-f old-reduced for the t-rH«i 
M.6l/z,7v/I50V, compared to he wU. , ' ~ 
(Pa^hanisany s, St6uvr CM, Cullinan L m '"^''^^ 
(1996) J Biol nK ' Margolin N, Rao BG 

^- Baol. chem. 271:17979-17985) tk 
mutants LIOF M4fiT single 

^J-^t, M46I, and I47V did not ri,- o i 
affinity fr^r- display reduced 

aj-tinicy for amprenavir tho ^ , 

whxle the triple .nutant M46I/I.7V/I50V had a 2 
Pro«ssi„, e„icie„c. than the X50V I'T t^''^"^ 
confirmino hh^ single mutant, 

"uiirming the compensatory role *-u . 

^-at.o„. ... cat:..t.r.;i:::; 
r.::::::;:::;?^"^ ----- ~ -^-^ 

reased K. and decreased values. 

VIRAL FITNESS 

The relative abilitv of ^ 

on both viral ;,nH k . . ^^tness is dependent 

viral and host factors, including ^K 
composition of the virus the h \ """'"^ ^-"-^i<= 

immune response 
selective pressures such as fh« ^sponse, and 

sucn as the presence of anti-vir«i 
compounds. Many druq-resisf.n^ • ' 
fit ^-h u resistant variants of HIV-1 are less 

fit than the wild-type i e 

type. I.e. they grow more slowly in tho 

dreg, the resistant mutant can outgrow it Th. . ■ 

in fitness .ay he a result of several ^1 "r^^'"""" 
decr,a,»rf . .,. several factors including: 

decreased ab.lrty of the mutated en^y.e (i.e. PR or RT, to 
«cognr.e its natural suhstrates, decreased staMlity ll 
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the mutant protein, or decreased kinetics of enzymatic 
catalysis. See Back et al., EMBO J. 15: 4040-4049, 1996; 
Goudsmit et al., J. Virol. 70: 5662-5664, 2996; Maschera 
et al., J. Biol. Chem. 271: 33231-33235, 1996; Croteau et 
5 al., J. Virol. 71: 1089-1096, 1997; Zennou et al., J. 

Virol. 72: 300-3306, 1998; Harrigan et al., J. Virol. 72: 
3773-3778, 1998; Kosalaraksa et al., J. Virol._73: 
5356-5363, 1999; Gerondelis et al., J. Virol. 73: 
5803-5813, 1999. Drug resistant viruses that are less fit 

10 than wild type may be less virulent i.e. they may cause 

damage to the hqst immune system more slowly than a wild 
type virus. Immunological decline may be delayed after the 
emergence of drug resistant mutants, . compared to the rate 
of immunological decline in an untreated patient. The 

15' defect causing reductions in fitness may be partially or 

completely compensated for by the selection of viruses 
with additional amino acid substitutions in the same 
protein that bears the drug resistance mutations (for 
example, see Martinez-Picado et al., J, Virol. 

20 73:3744-3752, 1999), or in other proteins which interact 

with the mutated enzyme. Thus, amino acids surrounding the 
protease cleavage site in the gag protein may be altered 
so that the site is better recognized by a drug-resistant 
protease enzyme (Doyon et al., J. Virol. 70: 3763-3769, 

25 1996; Zhang et al., J. Virol. 71: 6662-6670, 1997; Mammano 

et al., J, Virol. 72: 7632-7637, 1998). 



It is an object of this invention to provide a drug 
susceptibility and resistance test capable of showing 
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Whether a viral population in a vati^nf • • 

less susceptible to a • °' 
Ptible to a given prescribed drug Ano^K 

Object, Of this invention is to provide a test' thatT;: 
enable the physician u . "^^^ 

^y-Linen tor viruses ^ha^- u 

susceptibility to . • ' ■ altered 

P iDiiity to a given drug or druas aff«^ . 

therapy. Yet ;,no^K . ^ ''^"^^e of 

t'y- ret another obiect of • 

■ . j^,;^ :Lro„:rr;::/v" 

drug reaim^n f«v. *.u " effective 

=::~^ T — 

inhibitors still .r. ^^^^ty to protease 

'-^ii>- btiii another obiect nf 

P-v..e a test an. .et.0.3 LL\ " \7""°" " 

effectiveness of candid.^ h ^"""^ bldogicaa 

sp^cific vuuses, : """""" °" 

ses, viral genes and/or viral r,^-.^- • 

pa.tic„aa.l, „u. .espect to aUe.ations 1^'; dl"' 
susceptiMUty associated p„tease ^HMMtoA xt . 

also an object of this invention to provide the"' 
expositions fo. evai„ati„, antiltlvirar^::! 
resistance and susceptibility. ^ 

It is an Object of this invention to provide a .ethod for 
measuring replication fitness whioh 

viruses in.l ^''^P^^^ to 

-uses, including, but not limited to human 

immunodeficiency virus rHIvi k . 

hepatitl. R • , hepadnaviruses (human 

hepatitis B virus), flaviviruses (human hepatitis C virus) 
and herpesviruses (human cytomegalovirus, . This and othe! 
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objects of this invention will be apparent from the 
specification as a whole. 
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The p. , ^^^^^^^ ^^^^^^^ 

v.a p.e.otyp.c and genotypic method. the cUnica 

r:::: : 

base dp --""o„ 

' ^" part, on the discoverv thai- « 
uTTr ai,overy that genetic chanaes in 

V ^ „,,^, ^^^^^^^ a..c.pt. L 

Lett : ""^^ "^"^^ — -d 

directly p,,,,„, ^^^^^ p,e„otypic or 

9e„otyp.c .ethods. The .ethcds „tiu.e nucleic acid 
a.pU*.cation .ased assays, such as poiy.e.ase c i„ 
reaction ,pcr, . „e.ei„-atter. such nucleic acid 
a.pl fication .ased assays „in .e .e.e„ed to as ^ 
based assays. This invention is .ased i„ pa„ " IZ 
discovery of .utations at codons 10, 20, 36. ,6 e" 7, 
- ea o. „„ protease in treated patient 'in 

the presence of certain co*i„ations of these nut.l 
correlate with changes in certain PPi 

rpu- . certain PRI susceptibilitie«? 

Thas invention is also based on the di.. 
susceptibility to HIV . discovery that 

P xity to HIV protease antivirals may not 
altered even if primary mutations are present. liTi J 
^tatrons at secondary positions in „rv protea r 
e,urred for a reduction in virus susceptiMlity. Thi 
vent.on established for the first ti^e that a «tati n 
at pcs.t.o„ S2 Of protease ,V83*, r, s, or T, i„ the 

=-3ceptihiiity'::\:r- j:::::::--- ---- 

or.^ . . ^^j-^, sucn as indinavir 

and saquinavir, i„ viruses containing V82.. P, s or T was 
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observed in viruses with additional mutations at secondary 
positions, such as, 24, 71, 54, 46, 10 and/or 63 as 
described, herein. Decreased susceptibility to protease 
inhibitors, such as indinavir and saquinavir, in viruses 
containing V82A, S or T was also observed in viruses 

with at least 3 or more additional mutations at secondary 
positions. This inventions also established f or . the first 
time that a mutation at position 90 of protease (L90M) in 
the absence of another primary mutation was not correlated 
with a reduction in drug susceptibility. Decreased 
susceptibility to protease inhibitors, such as indinavir 
and saquinavir, in viruses containing L90M was observed in 
viruses with additional mutations at secondary positions, 
such as, 73, 71, 77, and/or 10 as described herein. 
Decreased susceptibility to protease inhibitors, such as 
indinavir and saquinavir, in viruses containing L90M was 
also observed in viruses with at least 3 or more 
additional mutations at secondary positions. The mutations 
were found in plasma HIV nucleic acid after a period of' 
time following the initiation of therapy. The development 
of these mutations, or combinations of these mutations, in 
HIV PR was found to be an indicator of the development of 
alterations in phenotypic susceptibility/resistance, which 
can be associated with virologic failure and isubsequent 
immunological response . 

In one embodiment of the invention, a method of assessing 
the effectiveness of protease antiretroviral therapy of an 
HIV-infected patient is provided comprising : (a) collecting 
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a Plasma sample from the HIV-infected patient; ,b, 
evaluating whether the plas.a sample contains nucleic acid 
anccdin, „xv protease havin, a mutation at primary and 
secondary positions.- and ,c) determining changes in 
susceptibility to a protease inhibitor. 

in a further embodiment of the invention, PCR based 
assays, including phenotypic and genotypic assays, may" be 
aed to detect a substitution at codon 88 from asparagine 
to a serine residue either alone or in combination with 
one or more mutations at other codons selected from the 
group consisting of 10, 20, 36, 46, 63 and/or 77 or a 

combination thereof of HIV PR a „„t.»- 

i niv FK. A mutation at codon 88 

from an asparagine residue to a serine residue ,«88S, 
alone correlates with an increase in susceptibility to 
amprenavir and a mutation at codon 88 from an asparagine 
residue to a serine residue in combination with mutations 
at codons 63 and/or 77 or a combination thereof correlates 
«th an increase in susceptibility to amprenavir and a 
decrease in nelfinavir and indinavir susceptibility. 

in a further embodiment of the invention, PCR based 
assays, including phenotypic and genotypic assays, may be 
used to detect mutations at codons 10, 20, 36, 46, 63 77 
and 88 of HIV PR which correlate with change! in 
susceptibility to antiretroviral therapy and immunologic 
response. Once mutations at these loci have been detected 
in a patient undergoing PRI antiretroviral therapy, an 
alteration in the therapeutic regimen should be 
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considered. The timing at which a modification of the 
therapeutic regimen should be made, following the 
assessment of antiretroviral therapy using PGR based 
assays, may depend on several factors including the 
patient's viral load, CD4 count, and prior treatment 
history. 

In a further embodiment of the invention, PGR based 
assays, including phenotypic and genotypic assays, may be 
used to detect a substitution at codon 82 from valine to 
an alanine (V82A) , phenylalanine (V82F) , serine (V82S) , or 
threonine (V82T) residue either alone or in combination 
with one or more mutations at other codons, referred to 
herein as secondary mutations, selected from the group 
consisting of 20, 24, 36, 71, 54, 46, 63 and/or 10 or a 
combination thereof of HIV PR. A mutation at codon 82 
from a valine residue to a alanine, phenylalanine, serine 
or threonine alone correlates with susceptibility to 
certain protease inhibitors including indinavir and 
saquinavir. A mutation at codon 82 from a valine residue 
to a alanine, phenylalanine, serine or threonine in 
combination with secondary mutations at codons 24 and/or 
71 or 20 and/or 36 correlates with a reduction in 
susceptibility to indinavir and saquinavir, respectively. 
A mutation at codon 82 from a valine residue to a alanine, 
phenylalanine, serine or threonine in combination with at 
least 3 secondary mutations correlates with a reduction in 
susceptibility to indinavir and saquinavir. 
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In a further embodiment of the invpn^,- 

cne invention, PCR ba«5orf 

it: ^""-^^^ ----- 

used to detect , substitution .t oodon 90 fro. leucine to 
.etH.o„i„e „3idue eitHe. aione or in co^Mna ion 

w.th one or .ore mutations at other codons, referred to 

" — selected .ro. the "roup 

consisting of 73 n aa group 

^ thereof o „:v™ Tlut t- " ' ™"ion 

residue to " " '° = 

to a methionine alone correlates with 
suscept.MUt. to certain protease inhiMtors including 
nd.nav.r and saquinavir. . station at codon 90 fro™ a 
leucne residue to a methionine in co„*i„ation with 
secondary mutations at codons ,3 and/or 71 or 73 7^ 
and/ „ ^ susceptihilit; 

.ndrnavrr and saquinavir, respectively. A mutation at 
codon 0 from a leucine residue to a methionine 

wiT : d""' " ' — "es 

With a reduction in susceptibility to indinavir and 
saquinavir. 

in another aspect of the invention there ia provided a ' 
method for assassin, the effectiveness of a proteas 

nhibitor antiretroviral dru, comprising: ,a, introduc „, 
a resistance test vector comprising a patient-derived 
-9.ent and an indicator ,ene into a host cell, ,b 
oulturrng the host cell from step ,a) ■ „ 
^^.ession Of the indicator ,ene I T^.^ 
Wherein expression of the indicator ,e„e is dependent upon 
the patient derived segment; and ,d, comparing the 
expression of the indicator gene from step ,c, with the 
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expression of the indicator gene measured when steps (a) - 
(c) are carried out in the absence of the PRI anti-HIV 
drug, wherein a test concentration of the PRI, anti-HIV 
drug is presented at steps (a) - (c) ; at steps (b) - (c); 
or at step (c) . 

This invention also provides a method for assiessing the 
effectiveness of protease inhibitor antiretroviral therapy 
in a patient comprising: (a) developing a standard curve 
of drug susceptibility for an PRI anti-HIV drug; (b) 
determining PRI anti-HIV drug susceptibility in the 
patient using the susceptibility test described above; and 
(c) comparing the PRI anti-HIV drug susceptibility in step 
(b) with the standard curve determined in step (a)^ 
wherein a decrease in PRI anti-HIV susceptibility 
indicates development of anti-HIV drug resistance in the 
patient's virus and an increase in PRI anti-HIV 
susceptibility indicates drug hypersensitivity in the 
patient's virus. 

This invention also provides a method for evaluating the 
biological effectiveness of a candidate PRI HIV 
antiretroviral drug compound comprising: (a) introducing a 
resistance test vector comprising a patient-derived 
segment and an indicator gene into a host cell; (b) 
culturing the host cell from step (a) ; (c) measuring 
expression of the indicator gene in a target host cell 
wherein expression of the indicator gene is dependent upon 
the patient derived segment; and (d) comparing the 
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expression of the indicator ,e„e fro. step ,c) with the 
expression of the indicator gene measured when steps ,a) - 
(c) are carried out in the absence of the candidate PRI 
ant.-viral drug compound, wherein a test concentration of 
the candidate PRI anti-viral drug compound is present at 
«eps ,a) - ,01; at steps (b) - ,c); or at step ,c) . 

The expression of the indicator gene in the resistance 
test vector in the target cell is ultimately dependent 
upon the action of the HIV en^y^es ,PR and RT, encoded by 
the patient-derived segment DNA sequences. The indicator 
gene may be functional or non-functional. 

in another aspect this invention is directed to 
ant.retroviral drug susceptibility and resistance tests 
for HIVMIDS. Particular resistance test vectors of the 
invention for use in the HIV/AIDS antiretroviral drug 
susceptibility and resistance test are identified. 

Vet another aspect of this invention provides for the 
identification and assessment of the biological 
effectiveness of potential therapeutic antiretroviral 
compounds for the treatment of HIV and/or AIDS. m 
another aspect, the invention is directed to , novel 
resistance test vector- comprising a patient-derived 
segment further comprising one or more mutations on the PR 
gene and an indicator gene. 

still another aspect of this invention provides for the 
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identification and assessment of the fitness of a virus 
infecting a patient. In another aspect^ the invention is 
directed to a novel resistance test vector comprising a 
patient-derived segment further comprising one or more 
mutations on the PR gene and an indicator gene, enabling 
the measurement of viral fitness. 
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Brief Description ^-f 4. he Dr«w,r,^. 



Fig. 1 



Resistance Test Vector a 

^ diagranunatic representation of 
the resistance test vpnt-r^r- ^^r^ • • 

vector comprising a patient derived 

segment and an indicator gene'. 
Fig. 2 

TWO cell Assay. Schematic Representation of the Sssay A 
resistance test vector is generated by cloning ^he 
patient-derived segment into an indicator gene viral 
vector. The resistance test vector is then co-transfected 
with an expression vector that produces amphotropic murine 
leukemia virus („LV) envelope protein or other viral or 
cellular proteins which enable infection. Pseudotyped 
viral particles are produced containing the protease ,PB, 
and the reverse transcriptase ,«T, gene products encoded 
by the patient-derived DNA sequences. The particles are 
then harvested and used to infect fresh cells. Using 
defective PR and RT sequences it was shown that luciferase' 
activity is dependent on functional PR and RT PR 
inhibitors are added to the cells following transfection 
and are thus present during particle- maturation. rt 
inhibitors, on the other hand, are added to the cells at 
the time Of or prior to viral particle infection. The 
assay is performed in the absence of drug and in the 
presence of drug over a wide range of concentrations. 
Luciferase activity is determined and the percentage (», 
inhibition is calculated at the different drug 
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concentrations tested. 
Fig. 3 

Examples of phenotypic drug susceptibility profiles. Data 
are analyzed by plotting the percent inhibition of 
luciferase activity vs. loglO concentration. This plot is 
used to calculate the drug concentration that is required 
to inhibit virus replication by 50% (IC50) or by 95% 
(IC95) . Shifts in the inhibition curves towards higher 
drug concentrations are interpreted as evidence of drug 
resistance. Three typical curves for a nucleoside reverse 
transcriptase inhibitor (AZT) , a non^nucleoside reverse 
transcriptase inhibitor (efavirenz) , and a protease 
inhibitor (indinavir) are shown. A reduction in drug 
susceptibility (resistance) is reflected in a shift in the 
drug susceptibility curve toward higher drug 
concentrations (to the right) as compared to a baseline 
(pre-treatment ) sample or a drug susceptible virus 
reference control, such as pNL4-3 or HXB-2, when a 
baseline sample is not available. 

Fig. 4 

Phenotypic PRI susceptibility profile: patient 0732. A 
PCR-based phenotypic susceptibility assay was carried out 
giving the phenotypic drug susceptibility profile showing 
decreased susceptibility to nelfinavir and indinavir^ and 
increased susceptibility to amprenavir. 
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Fig. 5 

Phenotypic PRi susceptibility profile of 

generated by site • . ' "'"^^^^ 

-tagenesis. I PC - ; --onucleotide-directed 
was carried out oT k '''^ --eptibiUty assay 

profile a lu r susceptibility 

^J^bjp, V77I and N88S) . The profile rf.m^ v 
susceptibility to amprenavir. "creased 
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Fig. A 

Two Cell Fitness Assay. Schematic Representation of the 
Fitness Assay. A jfitness test vector is generated by 
cloning the patient-derived segment into an indicator gene 
viral vector. The fitness test vector is then co- 
transfected with an expression vector that produces 

ainphotropic murine leukemia virus (MLV) envelope protein 

< ■ ■ ■ — 

or other viral or cellular proteins which enable 
infection. Pseudotyped viral particles are produced 
containing the protease (PR) and the reverse transcriptase 
(RT) gene products encoded by the patient-derived DNA 
sequences. The particles are then harvested and used to 
infect fresh cells. Using defective PR and RT sequences 
it was shown that luciferase activity is dependent on 
functional PR and RT. . The fitness assay is typically 
performed in the absence of drug. If desired, the assay 
can also be performed at defined drug concentrations. 
Luciferase activity produced by patient derived viruses is 
compared to the luciferase activity produced by well- 
characterized reference viruses. Replication fitness is 
expressed as a percent of the reference. 

Figure B. 

Determining the replication fitness of patient viruses. 
Virus stocks produced from fitness test vectors derived 
from patient samples were used to infect cells. 
Luciferase activity was measured at various times after 
infection. Patient derived viruses may produce more, 
approximately the same, or less luciferase activity 
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than the reference virus (Ti^f\ 

Virus (Ref) and are sairf u 
greater, equivalent . . 

4Uivaaent, or reduced reolicati^n 
respectively Tho ^ replication fitness, 

ively. The drug susceptibility profiles of ^v, 
representative oatdprn- ^ ■ Peonies of three 

auive patient derived virusp«! ar.^ u 
P3J _ Viruses are shown (Pl, P2, 

Figure C. 

Identifyin, .Iterations i„ p^tease or r.'" 
transcriptase ,.„otio„ associate. „it. .i./eren s i^^ 

replication fitness of oatJ^ni- • erences m 

fitness is expressed as a """" 

l^op;. Fitness measurements are comoar^H ^ 
processing of the p55 oa. . compared to protease 

p55 gag polyprotein (middle) and reverse 
transcriptase activity (bottom, . Protease processing 3 
measured by West«»rn ki«4. , Processing is 

reacts with tl '^'^ ^""'^"'^^ 

eacts „ath the mature capsid protein ,p24) The 

de ection of unprocessed pSS or i„co.pieteiy proc ssed p 
POlyproteins are indicators o. reduced ciea.'e. ZXl 
transcriptase activlt-v ^ reverse 

activity IS measured usino a m-,^r.i-i^ ^^ 
RT-PCR assay and quantitative 
ref.r expressed as a percent of the 

reference virus. 

Figure D. 

Correlating reduced replication fitness with . 
reverse i-^=r, -Witness with reduced 

reverse transcriptase activity. viruses containina 
various amino acid substitutions at position :,0 To 
T. V, Of reverse transcriptase were ..^^^^ 
uarn, srte directed mutagenesis. .he reference vi us 
contains S at this position, .apiication fitness and 
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reverse transcriptase activities were compared. 
Figure E. 

Correlating reduced replication fitness with reduced 
protease processing of p55 gag. Viruses containing 
various amino acid substitutions in protease (D30N, L90M, 
etc) were constructed using site directed mutagenesis. 
Replication fitness and p55 gag processing were compared. 

Figure F- 

Correlating reduced replication fitness with reduced drug 
susceptibility. A large collection (n=134)of patient 
samples were evaluated for phenotypic drug susceptibility 
and replication fitness. Replication fitness and drug 
susceptibility were compared. 

Figure G. 

Relationship between protease inhibitor susceptibility and 
replication fitness. Patient samples were sorted based on 
their replication fitness (<25% of reference^ 26-75% of 
reference, and >75% of reference) . Mean values for 
protease inhibitor susceptibility were determined for each 
fitness group and plotted for each drug and all drugs 
combined. 

Figure H. 

Relationship between reverse transcriptase inhibitor 
susceptibility and replication fitness. Patient samples 
were sorted based on their replication fitness (<25% of 
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reference, 26-75% of reference, and >75, , 
reference). ,ean val.es fo. reverse Lns 
3U3ceptiMUty were determined for each tnes "''^^^ 
Plotted for each drug and all H 

■^ug and all drugs combined. 

.- Figure I . 
Reduced replication ' fitness i . 

Patient viruses w.r« • niutation. 

P-tease °" '''^ ^ - 

exHXMt .e..c.a .epUca.Ln .Ll " """"" ^^""^"^ 
Figure J. 

LOW replication capacity is associated with 

protease mutations. Patieni- • specific 

replication capaci y "^^^"-^ sorted based on . 

alone (030N, oVin e . "'^"^^^ 

JUN, or m combination (L90M plus others) wo 

Observed with high f.eguency in .J,^^ Tj I 

replication fitness. reduced 

Figure K. 

so°tL r Patient Viruses we„ 

sorted based o„ „elfi„avir susceptlMUty ,<lo or >10 of 
reference,. Protease processing and replicatior «„ 
"«e piotted for an patient viruses Viruse 
reduced nelfinawi »• » vxruses with 

reduced prot. =--P"""ty generally exhibited 

protease processing and reduced replication 
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fitness. 

Figure L. Protease mutations associated with reduced 
protease processing. Patient viruses were sorted based on 
protease processing. Specific protease mutations were 
observed at high frequency in viruses with reduced 
protease processing. 

Figure M. 

Representative patient sample exhibiting reversion to drug 
susceptibility during a period of drug treatment 
interruption. Virus samples were collected weekly during 
a period of treatment interruption and evaluated for 
phenotypic drug susceptibility. Values shown represent 
fold change in susceptibility compared to the reference 
virus . 

Figure N. 

Representative patient sample exhibiting increased 
replication fitness during a period of drug treatment 
interruption. Virus samples were collected weekly during 
a period of treatment interruption and evaluated for 
phenotypic drug susceptibility. Fitness values shown 
represent percent of the reference virus. The increase in 
fitness between week 9 and week 10 corresponds to improved 
protease processing (bottom) and reversion of the drug 
resistant phenotype to a drug sensitive phenotype (Figure 
M) . 
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Figure O. 

lnc.ea.ed replication ntn.ss d.rin, treatment 
interruption. Replication fitness was measured at the 
time Of treatment Interruption and various times durlna 
the period of treatment interruption. Generally, 
repUcation fitness was significantly higher in sa,^les 
that corresponded to timepoints after the virus had 
reverted from a drug resistant phenotype to a ^ drug 
sensitive phenotype. 

Detailed Descripi: j ^-p ^ j,^ m^^^^,-^. 

The present invention relates to methods of monitoring the 
Clinical progression of HIV infection in patients 

receiving antiretroviral theranv r.'^^i-< i , 

_ -irax tnerapy, particularly protease 

inhibitor antiretroviral therapy. 

in one embodiment, the present invention provides for a 
method Of evaluating the effectiveness of antiretroviral 
therapy of a patient comprising (i) collecting a 
biological sample from an HIV-infected patient; and (ii, 
determining whether the biological sample comprises 
nucleic acid encoding HIV PR having a mutation at one or 
more positions in the PR. The mutation(s, correlate 
positively with alterations in phenotypic susceptibility. 

In a specific embodiment, the invention provides for a 
method of evaluating the effectiveness of prj 
antiretroviral therapy of a patient comprising (i, 
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collecting a biological sample from an HIV-infected 
patient; and (ii) determining whether the biological 
sample, comprises nucleic acid encoding HIV PR having a 
mutation at codon 88 from an asparagine residue to a 
5 serine residue {N88S) . This invention established, using 

a phenotypic susceptibility assay, that a mutation at 
codon 88 to a serine residue of HIV protease is correlated 
with an increase in amprenavir susceptibility. 

In a specific embodiment, the invention provides for a 
method of evaluating the effectiveness of PRI 
antiretroviral therapy of a patient comprising (i) 
collecting a biological sample from an HIV-infected 
patient; and (ii) determining whether the biological 
sample comprises nucleic acid encoding HIV PR having a 
mutation at codon 88 from an asparagine residue to a 
serine residue (N88S) either alone or in combination with 
mutations at codons 63 and/or 77 or a combination thereof. 
This invention established, using a phenotypic. 
susceptibility assay, that a mutation at codon 88 to a 
serine residue of HIV protease' is correlated with an 
increase in amprenavir susceptibility and a mutation at 
codon 88 to a serine residue in combination with mutations 
at codons 63 and/or 77 or a combination thereof of HIV 
protease are correlated with an increase in amprenavir 
susceptibility, and a decrease in nelfinavir and indinavir 
susceptibility. 

In a specific embodiment, the invention provides for a 
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method Of evaluating the effectiveness of pri 
antiretrovi^I the.apy of a patient co.prisi„, a, 
CO lec a Moiogicai sa^pie f.o„ an HIV-infecte 

P«ient; and ,ii, determining whether the biological 
sample comprises nucleic acid encoding Hiv PR having a 
inutation at codnn pp 

codon 88 from an asparagine residue to a 
serine residue (N88s\ o-h-k^v. ^i 

„ , ' in combination with 

mutations at codons .e, « and/o. 7, or a combinaUon 
thereof This invention established, using , phenotypic 
susceptibility assay, that a mutation at codon 88 to a 
serine residue of HIV protease is correlated with an 
increase in amprenavir susceptibility and a mutation at 
codon 88 to a serine residue in co^ination with mutations 
at codons 46, 63 and/or 77 or a combination thereof of „lv 
protease are correlafpH x,-i4-u 

correlated with an increase in amprenavir 

susceptibility and a decrease in r^^i^r- 

a Decrease in nelfmavir and indinavir 

susceptibility. 

in a specific embodiment, the invention provides for a 
method of evaluating the effectiveness of pri 
antlretroviral therapy of a patient comprising ,i) 
collecting a biological sample from an HIV-infected 
patient; and ,ii) determining whether the biological 

sample comprises nuclei r ar-iw j- 

nucieic acid encoding HIV PR having a 

-tation at codon 88 from an asparagine residue to a 

serine residue (N88S) either alone or in combination with 

mutations at codons 10, 20, 36, 4 6, 63 and/or 77 or a 

combination thereof. This invention established, using a 

Phenotypic susceptibility assay, that a mutation at codon 
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88 to a serine residue of HIV protease is correlated with 
an increase in amprenavir susceptibility and a mutation at 
codon 88 to a serine residue in combination with mutations 
at codons 10, 20, 36, 46, 63 and/or 77 or a combination 
thereof of HIV protease are correlated with an increase in 
amprenavir susceptibility and a decrease in nelfinavir and 
indinavir susceptibility. 

Under the foregoing circumstances , the phenotypic 
susceptibility profile and genotypic profile of the HIV 
virus infecting the patient has been altered reflecting a 
change in response to the antiretroviral agent. In the 
case of PRI antiretroviral therapy, the HIV virus 
infecting the patient may be resistant to one or more PRIs 
but hypersensitive to another of the PRIs as described 
herein. It therefore may be desirable after detecting the 
mutation (s), to either increase the dosage of the 
antiretroviral agent, change to another antiretroviral 
agent, or add one or more additional antiretroviral agents 
to the patient's therapeutic regimen. For example, if the 
patient was being treated with nelfinavir when the N88S 
mutation arose, the patient's therapeutic regimen may 
desirably be altered by either (i) changing to a different 
PRI antiretroviral agent, such as saquinavir, ritonavir or 
amprenavir and stopping nelfinavir treatment; or (ii) 
increasing the dosage of nelfinavir; or (iii) adding 
another antiretroviral agent to the patient's therapeutic 
regimen. The effectiveness of the modification in therapy 
may be further ' evaluated by monitoring viral burden such 
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a. by HIV RNA copy nu^er. A decrease in „iv r„a copy 
nun*er correlates positively with the effectiveness of a 
treatment regimen. 

The phrase "correlates positively," as used herein, 
indicates that a particular result renders a particular 
conclusion more likely than other conclusions. 

When reference is made to. a particular codon number, it is 
understood that the codon number refers to the position of 
the amino acid that the codon codes for. Therefore a codon 
referencing a particular number is equivalent to a 
"postion" referencing a particular number, such as for 
example, "codon 88" or "position 88". 

Another preferred, non-limiting, specific embodiment of 
the invention is as follows: A method of evaluating the 
effectiveness of PRI therapy of a patient comprising (i, 
collecting a biological sample from an HIV-infected 
patient; (ii) purifying and converting the viral RNA to" 
CDNA and amplifying HIV sequences using HIV primers that 
result in a PCR product that comprises the PR gene; (ill) 
performing PCR using primers that result in PCR products 
comprising wild type or serine at codon 88; and (iv) 
determining, via the products of PCR, the presence or 
absence of a serine residue at codon 88. 

Another preferred, non-limiting, specific embodiment of 
the invention is as follows: A method of ' evaluating the 
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effectiveness of PRI therapy of a patient comprising (i) 
collecting a biological sample from an HIV-infected 
patient; .. (ii) purifying and converting the viral RNA to 
cDNA and amplifying HIV sequences using HIV primers that 
5 result in a PGR product that comprises the PR gene; (iii) 

performing PGR using , primers that result in PGR products 
comprising wild type or serine at codon 88 and mutations 
at codons 63 and/or 77; and (iy) determining^ via the 
products of PGR, the presence or absence of a serine 
10 residue at codon 88 and the presence or absence of 

mutations at codons 63 and/or 77. 

Another preferred, non-limiting, specific embodiment of 
the invention is as follows: A method of evaluating the 
effectiveness of PRI therapy of a patient comprising (i) 
collecting a biological sample from an HIV-infected 
patient; (ii) purifying and converting the. viral RNA to 
cDNA and amplifying HIV sequences using HIV primers that 
result in a PGR product that comprises the PR gene; (iii)., 
performing PGR using primers that result in PGR products 
comprising wild type or serine at codon 88 and mutations 
at codons 63, 77 and/or 46 or a combination thereof; and 
(iv) determining, via the products of PGR, the presence or 
absence of a serine residue at codon 88 and the presence 
or absence of mutations at codons 63, 77 and/or 46 or a 
combination thereof . 



20 



Another preferred, non-limiting, specific embodiment of 
the invention is as follows: A method of evaluating the 
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effectiveness of PRI therapy of a patient comprising ,i, 
conecting a Moiogical sa.ple fro™ an HIV-infected 
patxent; ,ii, purifying and converting the viral mA to 
CDNA and amplifying „iv sequences using HIV primers that 
result in a PCR product that comprises the PR gene; ,iii) 
performing PCR using primers that result in PCR products 
comprising wild type or serine at codon 88 and mutations 
at codons 63, 77. 46 in on ^ ' 

, ' ^"-^/"r 36 or a combination 

thereof; and ,lv, determining, via the products of PCR 
the presence or absence of a serine residue at codon 8^ 
snd the presence or absence of mutations at codons 63 77 
4 6, 10, 20, and/or 36 or a combination thereof. 

The presence of the mutation at codon 88 to a serine of 
HIV PR indicates that the effectiveness of the current or 
prospective PRI therapy may regulre alteration, since as 
^ho„n by this invention mutation at codon 88 to a serine 
residue increases the susceptibility to amprenavir. Using 
the methods of this Invention, changes in the PRI therapy 
would be indicated. 

The presence of the mutation at codon 88 to a • serine of 
alone or in combination with mutations at condone 63, 77 
«, 10, 20, and/or 36 or a combination thereof of HIV PR 
indicates that the effectiveness of the current or 
prospective PRI therapy may require alteration, since as 
shown by this invention a mutation at codon 88 to a serine 
residue alone increases the susceptibility to amprenavir 
and a mutation at codon 88 to a serine residue in 
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combination with mutations at condons 63, 77, 46, 10, 20, 
and/or 36 or a combination increases the susceptibility to 
amprenavir but also. reduces the susceptibility to 
nelfinavir and indinavir. Using the methods of this 
5 invention, changes in the PRI therapy would be indicated. 

Another preferred, non-limiting, specific embodiment of 
the invention is as follows:' a method of evaluating the 
effectiveness of antiretroviral therapy of an HIV-infected 
10 patient comprising: (a) collecting a biological sample 

from an HIV-infected patient; and (b) determining whether 
the biological sample comprises nucleic acid encoding HIV 
protease having a mutation at codon 88 to serine. Using 
the phenotypic susceptibility assay, it was observed that 
15 the presence of the mutation at codon 88 to serine of HIV 

PR causes a an increase in amprenavir susceptibility. 

Another preferred, non-limiting, specific embodiment of 
the invention is as follows: a method of evaluating the. 
effectiveness of antiretroviral therapy of an HIV-infected 
patient comprising: (a) collecting a biological sample 
from an HIV-infected patient; and (b) determining whether 
the biological sample comprises nucleic acid encoding HIV 
protease having a mutation at codon 88 to serine and 
additional mutation (s) at codons 63 and/or 77 or a 
combination thereof. Using the phenotypic susceptibility 
assay, it was observed that the presence of the mutation 
at codon 88 to serine of HIV PR causes an increase in 
amprenavir susceptibility and the presence of the 
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mutations at codon 88 to serin. In co^i„ation with a 
mutation at codon, s, 63 and/or „ ox a co^ination thereof 
HIV PR causes a decrease in nelfinavir and indinavir 
susceptibility while increasing a^prenavir susceptibility. 

Another preferred, non-ll™iting, specific e.*odi„ent of 
the rnvention is as follows: a .ethod of evaluating the 
effectiveness of antiretroviral therapy of an HIV-infected 
patient comprising: ,a. collecting a biological sample 
from an HIV-infected patient; and ,b, determining whether 
the brological sample comprises nucleic acid encoding HIV 
protease having', mutation at codon 88 to serine and 
additional mutation(s) at codons 63, 77 and/or 46 or a 
combination thereof. Using the phenotypic susceptibility 
assay, it was observed that the presence of the mutation 
at codon 68 to serine of HIV PR causes an increase in 
amprenavir susceptibility and the presence of the 
mutations at codon 88 to serine in con^ination with a 
mutation at codon,s, 63 and/or 77 or a combination 

thereof of „iv ph causes a decrease in nelfinavir and 

indinavir susceptibility while increasing . 

-r j-c j-ncreasing amprenavir 

susceptibility. 

Another preferred, non-limiting, specific embodiment of 
the invention is as follows: a method of evaluating the 
effectiveness of antiretroviral therapy of an HIV-infected 
patient comprising: ,a, collecting a. biological sample 
from an HIV-infected patient, and ,b) determining whether 
the biological sample comprises nucleic acid encoding HIV 
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protease having a mutation at codon 88 to serine and 
additional mutation (s) at codons 63, 77, 46, 10, 20 and/or 
36 or a combination thereof. Using the phenotypic 
susceptibility assay, it was observed that the presence of 
the mutation at codon 88 to serine of HIV PR causes an 
increase in amprenavir susceptibility and the presence of 
the mutations at codon 88 to serine in combination with a 
mutation at codon (s) 63, 77, 46; 10, 20 and/or 36 or a 
combination thereof of HIV PR causes a decrease ^ in 
nelfinavir and indinavir susceptibility while increasing 
amprenavir susceptibility. 

This invention also provides the means and methods to use 
the resistance test vector comprising an HIV gene and 
further comprising a PR mutation for drug screening. More 
particularly, the invention describes the resistance test 
vector comprising the HIV protease having a mutation at 
codon 88 to a serine alone or in combination with 
mutations at codons 10, 20, 36, 46, 63 and/or 77 or a 
combination thereof for drug screening. The invention 
further relates to novel vectors, host cells and 
compositions for isolation and identification of the HIV-1 
protease inhibitor resistant mutant and using such 
vectors, host cells and compositions to carry out 
anti-viral drug screening. This invention also relates to 
the screening of candidate drugs for their capacity to 
inhibit said mutant. 

This invention provides a method for identifying a 
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con.pound which is capable of affecting the function of the 
protease of HIV-1 comprising contacting the compound with 
the polypeptide (s) comprising all or part of the HIV-1 
protease, wherein codon 88 is changed to a serine residue 
wherein a positive binding indicates that the compound is 
capable of affecting the function of said protease. 

This invention also provides a method for assessing the 
vxral fitness of patient's virus comprising: (a) 
determining the luciferase activity in the absence of drug 
for. the reference control using the susceptibility test 
described above; (b) determining the luciferase activity 
in the absence of drug for the patient virus sample using 
the susceptibility test described above; and (c, comparing 
the luciferase activity determined in step (b, with the 
luciferase activity determined in step (a), wherein a 
decrease in luciferase activity indicates a reduction in 
viral fitness of the patient's virus. 

If a resistance test vector is constructed using a patient 
derived segment from a patient virus which is unfit, and 
the fitness defect is due to genetic alterations in the 
patxent derived segment, then the virus produced from 
cells transfected with the resistance test vector will 
produce luciferase more slowly. This defect will be 
manifested as reduced luciferase activity (in the absence 
of drug) compared to the drug sensitive reference control, 
and may be expressed as a percentage of the control. 
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In a further embodiment of the invention, PGR based 
assays, including phenotypic and genotypic assays, may be 
used to detect mutations at positions 20 and 88 of HIV PR, 
which correlate with a reduction in viral fitness and 
immunological response. 

It is a further embodiment of this invention to provide- a 
means and method for measuring replication fitness for 
viruses, including, but not limited to human 
immunodeficiency virus (HIV), hepadnaviruses (human 
hepatitis B virus), flaviviruses (human hepatitis C virus) 
and herpesviruses (human cytomegalovirus) . 

This invention further relates to a means and method for 
measuring the replication fitness of HIV-1 that exhibits 
reduced drug susceptibility to reverse transcriptase 
inhibitors and protease inhibitors. 

In a further embodiment of the invention , a means and- 
methods are provided for measuring replication fitness for 
other classes of inhibitors of HIV-1 replication, 
including, but not limited to integration, virus assembly, 
and virus attachment and entry. 

This invention relates to a means and method for 
identifying mutations in protease or reverse transcriptase 
that alter replication fitness. 
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In a f„„her e^odi.ent of the invention , a ue.ns and 
methods are provided tor Identifying mutations that alter 
replication fitness for other components of HIV-1 
replication, including, but not limited to integration 
virus assembly, and virus attachment and entry. 

This invention also relates to a means and method for 
quantifying the affect that specific mutations in protease 
or reverse transcriptase have on replication fitness. 

in a further embodiment of the invention , a means and 

■nethod are provided for quantifying the affect that 

specific protease and reverse transcriptase mutations have 
on rep,,,,,,,„ ^^^^^ ^^^^^ ^^^^^ ^^^^^^^^ 

HIV-1 replication, including, but not limited to the gag 
pol, and envelope genes. 

This invention also relates to the high incidence of 
patient samples with reduced replication fitness. 

This invention relates to the correlation between reduced 
drug susceptibility and reduced replication fitness. 

This invention further relates to the occurrence of 
Viruses with reduced fitness in patients receiving 
protease inhibitor and/or reverse transcriptase inhibitor 
treatment. 
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This invention further relates to the incidence of patient 
samples with reduced replication fitness' in which the 
reduction in fitness is due to altered protease processing 
of the gag polyprotein (p55) . 

5 . 

This invention further relates to the incidence of 
protease mutations in patient samples that exhibit low^ 
moderate or normal (wildtype) replication fitness. 

10 This invention further relates to protease mutations that 

are frequently observed, either alone or in combination, 
in viruses that exhibit reduced replication capacity. 

This invention also relates to the incidence of patient 
15 samples with reduced replication fitness in which the 

reduction in fitness is due to altered reverse 
transcriptase activity. This invention relates to the 
occurrence of viruses with reduced replication fitness in 
patients failing antiretroviral drug treatment. This 
20 invention further relates to a means and method for using 

replication fitness measurements to guide the treatment of 
HIV-1. This invention further relates to a means and 
method for using replication fitness measurements to guide 
the treatment of patients failing antiretroviral drug 
25 treatment. This invention further relates to the means and 

methods for using replication fitness measurements to 
guide the treatment of patients newly infected with HIV-1, 
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This invention, p.oviass the .eans and .ethod. for usin, 
replication fitness n,e»,„.=„.„.. .. .. 



vira. dl :ements to guide the treat„,ent of 

viral d seases, including, hut not United to HIv-1 
hepadnavxruses ,h™an hepatitis B virus) fn,v ■ 
(human hepatitis c «=viviruses 



introducing a resistance test vector comprising 
patient derived segment and an indicator ge^e 
into a host cell; 



cytomegalovirus). herpesviruses ,hu,„an 

f'oVdete"'". ^ 
(a) 

into a host cell; 

(b) culturing the host cell from (a) ; 

(c) harvesting viral particles from step (b) and 
infecting target host cells; 

measuring expression of the indicator gene in 
the target host cell, wherein the expression of 

patient d"'°'. '^'^ "^^^"^^"^ 
patient -derived segment; 

comparing the expression of the indicator gene 
from (d, with the expression of the indicator 
gene measured when steps (a) through (d) are 
carried out in a control resistance test vector; 

(f) normalizing the expression of the indicator gene 
by measuring an amount of virus in step (c) . 



(d) 



(e) 
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As used herein, "patient-derived segment" encompasses 
segments derived from human and various animal species. 
Such species include, but are not limited to chimpanzees, 
horses, catties, cats and dogs. 

Patient-derived segments can also be incorporated into 
resistance test vectors using any of several alternative 
cloning techniques as set forth in detail in US Patent 
Number 5,837,464 (International Publication Number WO 
97/27319) which is hereby incorporated by reference. For 
example, cloning via the introduction of class II 
restriction sites into both the plasmid backbone and the 
patient-derived segments or by uracil DNA glycosylase 
primer cloning. 

The patient-derived segment may be obtained by any method 
of molecular cloning or gene amplification, or 
modifications thereof, by introducing patient sequence 
acceptor sites, as described below, at the ends of the 
patient-derived segment to be introduced into the 
resistance test vector . For example, in a gene 

amplification method such as PCR, restriction sites 
corresponding to the patient-sequence acceptor sites can 
be incorporated at the ends of the primers used in the PCR 
reaction. Similarly, in a molecular cloning method such 
as cDNA cloning, said restriction sites can be 
incorporated at the ends of the primers used for first or 
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second strand cDNA synthesis, or in a method such as 
pr..er-rapair of DNA. whether cloned or uncloned D», said 
restriction sites can be Incorporated Into the primers 
-ea for the repair reaction. The patient sequence 
acceptor sites and primers are designed to Improve the 
representation of patient-derived segments. Sets of 
resistance test vectors havin, designed patient sequence 
acceptor sites provide representation of patient-derived 
segments that ™ay be underrepresented In one resistance 
test vector alone. 

"Resistance test vector- .eans one or .ore vectors which 
taken together contain DNA comprising a patient-derived 
segment and an Indicator gene. Resistance test vectors 
are prepared as described in OS Patent Nn*er 5,837..6<, 
(International Publication Nu^er wo 97/27319), which is 
hereby Incorporated by reference, by introducing patient 
sequence acceptor sites, amplifying or cloning 
patient-derived segments and inserting the amplified or 
cloned sequences precisely Into indicator gene viral- 
vectors at the patient sequence acceptor sites. 
Alternatively, a resistance test vector (also referred to 
as a resistance test vector system), is prepared by 
introducing patient sequence acceptor sites into a 
packaging vector, amplifying or cloning patient-derived 
segments and Inserting the amplified or cloned sequences 
precisely into the packaging vector at the patient 
sequence acceptor sites and co-transfecting this packaging 
vector with an indicator gene viral vector. 
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"Indicator or indicator gene," as described in US Patent 
Number. 5,837,464 (International Publication Number WO 
97/27319) refers to a nucleic acid encoding a protein, DNA 
or RNA structure that either directly or through a 
reaction gives rise to a measurable or noticeable aspect, 
e.g. a color or light of a measurable wavelength or in the 
case of DNA or RNA used as an indicator a change or 
generation of a specific DNA or RNA structure. Preferred 
examples of an indicator gene is the E. coli lacZ gene 
which encodes beta-galactosidase, the luc gene which 
encodes luciferase either from, for example, Photonis 
pyralis (the firefly) or Renilla reniformis (the sea 
pansy), the E. coli phoA gene which encodes alkaline 
phosphatase, green fluorescent protein and the bacterial 
CAT gene which encodes chloramphenicol acetyltransf erase . 
The indicator or indicator gene may be functional or 
non-functional as described in US Patent Number 5,837,464 
(International Publication Number WO 97/27319) • 

The phenotypic drug susceptibility and resistance tests of 
this invention may be carried out in one or more host 
cells as described in US Patent Number 5,837,464 
(International Publication Number WO 97/27319) which is 
incorporated herein by reference. Viral drug 

susceptibility is determined as the concentration of the 
anti-viral agent at which a given percentage of indicator 
gene expression is inhibited (e.g. the IC50 for an 
anti-viral agent is the concentration at which 50% of 
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xndacator ,ene expression is in^bited, . A standard curve 
for dru, susceptibility of a ,iven anti-viral drug can be 
eveloped for a viral segment t.at is eitHer a Lnda 
abcratory viral se^^ent or fro. a drug-naive patient 
(^.e. a patient who has not received any anti-viral drug, 
using the .ethod described in the aforementioned patent 

Correspondingly, viral drug resistance ^ 

, . ^ resistance is a decrease in 

viral drug susceptibility for a given o»n=„» 

J J- a given patient compared to 

-ch a given standard or when making one or .ore 
-guential measurements i„ the sa.e patient over ti„e, as 
d ter.ined by decreased susceptibility i„ virus fro™ later 
time points compared to that from earlier time points. 

iirTi' «e 

added at selected times depending upon the target of the 
antaviral drug. ror example, in the case of „lv protease 
inhibitors, including saguinavir, ritonavir, indinavir, 
hi t n '"^y ^c-^ed to packaging 

transfection with a resistance test vector, at an 
appropriate range of concentrations. „iv reverse 
transcriptase inhibitors, including *ZT, ddl, ddc, d4T, 
3TC. abacavir. nevirapine, delavirdine and efavirenz are 
added to target host cells at the time of or prior to 
infection by the resistance test vector viral particles, 
at an appropriate range of concentration. Alternatively 
the antiviral drugs may be present throughout the assay! 
The test concentration is selected from a range of 
concentrations which is typically between about e X 10- 
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ViM and about 2mM and more specifically for each of the 
following drugs: saquinavir, indinavir, nelfinavir and 
amprenavir, from about 2.3 X 10"^ uM to about 1.5 pM and 
ritonavir, from about 4.5 X 10"^ to about 3 ]M. 

In another embodiment of this invention, a candidate PRI 
antiretroviral compound is tested in the phenotypic drug 
susceptibility and resistance test using the resistance 
test vector comprising PR having a mutation at codori 88 to 
a serine. The candidate antiviral compound is added to the 
test system at an appropriate range of concentrations and 
at the transfection step. Alternatively, more than one 
candidate antiviral compound may be tested or a candidate 
antiviral compound may be tested in combination with an 
approved antiviral drug such as AZT, ddl, ddC, d4T, 3TC, 
abacavir, delavirdine, nevirapine, efavirenz, saquinavir, 
ritonavir, indinavir, nelfinavir, amprenavir, or a 
compound which is undergoing clinical trials such as 
adefovir and ABT-378. The effectiveness of the candidate 
antiviral will be evaluated by measuring the expression or 
inhibition of the indicator gene. In another aspect of 
this embodiment, the drug susceptibility and resistance 
test may be used to screen for viral mutants. Following 
the identification of mutants resistant to either known 
antiretrovirals or candidate antiretrovirals the resistant 
mutants are isolated and the DNA is analyzed. A library 
of viral resistant mutants can thus be assembled enabling 
the screening of candidate PRI antiretrovirals, alone or 
in combination. This will enable one of ordinary skill to 
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identify effective p«x antiretrovirals and .e.i 
effective therapeutic regimens. 
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The Structure, life cycle and genetic elements of the 
viruses which could be tested in the drug susceptibility 
and resistance test of this invention would be known to 
one of ordinary skill in the art. It is useful to the 
practice of this invention, for example, to understand the 
life cycle of a retrovirus, as well as the viral genes 
required for retrovirus rescue and infectivity. 
Retrovirally infected cells shed a membrane virus 
containing a diploid RNA genome. The virus, studded with 
an envelope glycoprotein (which serves to determine the 
host range of infectivity) , attaches to a cellular 
receptor in the plasma membrane of the cell to be 
infected. After receptor binding, the virus is 

internalized and uncoated as it passes through the 
cytoplasm of the host cell. Either on its way to the 
nucleus or in the nucleus, the reverse - transcriptase 
molecules resident in the viral core drive the synthesis 
of the double-stranded DNA provirus, a synthesis that is. 
primed by the binding of a tRNA molecule to the genomic 
viral RNA. The double-stranded DNA provirus is 

subsequently integrated in the genome of the host cell, 
where it can serve as a transcriptional template for both 
mRNAs encoding viral proteins and virion genomic RNA, 
which will be packaged into viral core particles. On 
their way out of the infected cell, core particles move 
through the cytoplasm, attach to the inside of the plasma 
membrane of the newly infected cell, and bud, taking with 
them tracts of membrane containing the virally encoded 
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envelope glycoprotein gene p.o.uct. TM= cycle of 

.nfectlon - „„..3a t.ansc.lption, t.ansc Iptlon 

translation, vl.ion aase*ly, an. .ua.ln, - «peats Lei 
over and over again as infection spreads. 

The viral rna and, as a resulf i-k. 

. . result, the proviral DNA encode 

several crs-actlng elements that are vital to the 
successful completion of the viral lifecycle. The virion 
carrres the viral promoter at its 3. end. Replicative 
acrobatrcs place the viral promoter at the 5. end of the 
prov , 3^ ^^^^^^^ 

Site ^^"^ P-'^^^^ng 

The retroviral lifecycle requires the presence of 
vrrally encoded transacting factors. 

: i:'""":'"^""" ™, .pd, .reverse 

transcriptase is also contained within the viral core and 
is vital to the Viral life cycle in that it ■ 
, ''^'■^ that It IS responsible 

for the conversion of the genomic R«A to the integrative 
rntermediate proviral o». .^e viral envelope 

glycoprotein, env, is required for viral attachment to the 
unrnfected cell and for viral spread. There are also 
ranscrrptional trans-activating factors, so called 
transactivators, that can serve to modulate the level of 
transcription of the integrated parental provirus 
Typrcally, replication-competent (non-defective) viruses 
are self-contained in that they encode all of these 
trans-acting factors. Their defective counterparts are 
not self-contained. 
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In the case of a DNA virus, such as a hepadnavirus, 
understanding the life cycle and viral genes required for 
infection, is useful to the practice of this invention. 
The process of HBV entry has not been well defined. 
Replication of HBV uses an RNA intermediate template . In 
the infected cell the first step in replication is the 
conversion of the asymmetric relaxed circle DNA (rc-DNA) 
to covalently closed circle DNA (cccDNA) . This process, 
which occurs within the nucleus of infected liver cells, 
involves completion of the DNA positive-strand synthesis 
and ligation of the DNA ends. In the second step, the 
cccDNA is transcribed by the host RNA polymerase to 
generate a 3.5 kB RNA template (the pregenome) , This 
pregenome is complexed with protein in the viral core . 
The third step involves the synthesis of the first 
negative-sense DNA strand by copying the pregenomic RNA 
using the virally encoded P protein reverse transcriptase. 
The P protein also serves as the minus strand DNA primer - 
Finally, the synthesis of the second positive-sense DNA> 
strand occurs by copying the first DNA strand, using the P 
protein DNA polymerase activity and an oligomer of viral 
RNA as primer. The pregenome also transcribes mRNA for 
the major structural core proteins. 
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The following flow chart lllustrat 
various vectors and host cells which 
invention, 



es certain of the 
may be used in this 



It is not intended to be all inclusive. 



Vectors 

Indicator gene cassette 

(functional/nonfunctional 
indicator gene) 



+ Viral vector 

(genomic or subgenomic) 



Indicator Gene Viral Vector 
(functional/nonfunctional indicator gene) 



i 



+ Patient sequence 
acceptor sites 

+ Patient-derived 
segments 



Resistance Test Vector 
(patient^derived segments + indicator gene) 



Host CeJ l.c: 



Packaging Host Cell 



transfected with packaging 
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expression vectors 

Resistance Test Vector Host Cell - a packaging host cell 
transfected with a resistance test vector 

Target Host Cell - a host cell to be infected by a 
resistance test vector viral particle produced by the 
resistance test vector host cell 



Resistance Test Vector 

"Resistance test vector" means one or more vectors which 
taken together contain DNA or RNA comprising a 
patient-derived segment and an indicator gene. In the 
case where the resistance test vector comprises more than, 
one vector the patient-derived segment may be contained in 
one vector and the indicator gene in a different vector. 
Such a resistance test vector comprising more than one 
vector is referred to herein as a resistance test vector 
system for purposes of clarity but is nevertheless 
understood to be a resistance test vector. The DNA or RNA 
of a resistance test vector may thus be contained in one 
or more DNA or RNA molecules. In one embodiment, the 
resistance test vector is made by insertion of a 
patient-derived segment into 'an indicator gene viral 
vector. In another embodiment, the resistance test vector 
is made by insertion of a patient-derived segment into a 
packaging vector while the indicator gene is contained in 
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a second vector, for example an indicator 
vector- n . an indicator gene viral 

vector. As used herein, "patlent-derivad segment" refers 
to one or .ore „ira. segments obtained directly fron a 
Patrent „sin, various ™eans, for e.a^ie. molecular 
c on„, or polymerase chain reaction ,PCR, an^Ufioation 
population of patient-derived se,.enta usin, viral 
™A or cc„pie.entary ONA ,cONA, prepared fron vir!l RNA 
present in the cells /= „ • ^ 

cells PBMr, peripheral blood mononuclear 

cells, PBMC, serum or other bodily fluids of infected 
patients. when a mtected 
fro™ » , ■ " ""'"ai^O directly" 

from a patient it is obtained without passage of the virus 
t rou,, „^ ^^^^^ ^^^^^^^^^^ 

.mum number of passages to essentially eliminate he 
-lection Of mutations in culture. .he term ..viral 
segment" refers to any functional viral sequence or vi 
ene d,„, , ^ ^^^^^^^^ ^^^^ 

target of an antr-viral drug. The term '.functional viral 
sequence ,ONA or KKA, „i,, 

enhancers promoters, polyadenylation sites, sites of 

pa ag"in: ' as tar and HXE, 

packaging sequences, integration sequences, or splicing 

functional v.ral sequence or viral gene product then 
patrent-der.ved segments corresponding to each said viral 
9ene would be inserted in the resistance test vector. Xn 
2 Of combination therapy where two or more 

antr-virals targeting two different functional viral 
sequences or viral gene products are being evaluated. 
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patients-derived segments corresponding to each functional 
viral sequence or viral gene product would be inserted in 
the resi.3tance test vector. The patient-derived segments 
are inserted into unique restriction sites or specified 
locations, called patient sequence acceptor sites, in the 
indicator gene viral, vector or for example, a packaging 
vector depending on the particular construction being used 
as described herein. 

As used herein, "patient-derived segment" encompasses 
segments derived from human and various animal species - 
Such species include, but are not limited to chimpanzees, 
horses, catties, cats and dogs. 

Patient-derived segments can also be incorporated into, 
resistance test vectors using any of several alternative 
cloning techniques. For example, cloning via the 

introduction of class II restriction sites into both the 
plasmid backbone and the patient-derived segments or by 
uracil DNA glycosylase primer cloning (refs) - 

The patient-derived segment may be obtained by any method 
of molecular cloning or gene amplification, or 
modifications thereof, by introducing patient sequence 
acceptor sites, as described below, at the ends of the 
patient-derived segment to be introduced into the 
resistance test vector. For example, in a gene 

amplification method such as PCR, restriction sites 
corresponding to the patient-sequence acceptor sites can 
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be incorporated at the enda of the primers „ed in the PCR 
reaction. similarly, in a .olec„lar cloning .ethod a„=h 
as CDH. cionin,, said restriction sites can .e 
rncorporated at the enda of the pri.ers uaed for first or 
aecond strand cDNA synthesis, or in a method such as 

re"tr":t""'' 

restrrctron srtes can be incorporated into the primers 
used for the repair reaction. The patient se^^enoe 
acceptor sites and primers are designed to in^rove the 
representation of patient-derived segments. Sets of 
resistance test vectors having designed patient sequence 
acceptor sites provide representation of patient-derived 
segments that would be underrepresented in one resistance 
test vector alone. 

Resistance test vectors are prepared by .edifying an 
rndrcator gene viral vector (described below, by 
introducing patient sequence acceptor sites, amplifying or 
clonrng patient-derived segments and inserting the 
amplified or cloned sequences precisely into indicator 
9ene viral vectors at the patient sequence acceptor sites. 

The resistance test vectors are constructed from 
rndrcator gene viral vectors which are in turn derived 
from genomic viral vectors or subgenomlc viral vectors and 
an indicator gene cassette, each of which is described 
below. Resistance test vectors are then introduced into a 
bost cell. Alternatively, a resistance test vector (also 
referred to as a resistance test vector system, is 
prepared by introducing patient sequence acceptor sites 
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into a packaging vector, amplifying or cloning 
patient-derived segments and inserting the amplified or 
cloned sequences precisely into the packaging vector at 
the patient sequence acceptor sites and co-transf ecting 
this packaging vector with an indicator gene viral vector. 

In one preferred embodiment, the resistance test vector 
may be introduced into packaging host cells together with 
packaging expression vectors, as defined below, to produce 
resistance test vector viral particles that are used in 
drug resistance and susceptibility tests that are referred 
to herein as a "particle-based test." In an alternative 
preferred embodiment, the resistance test vector may be 
introduced into a host cell in the absence of packaging 
expression vectors to carry out a drug resistance and 
susceptibility test that is referred to herein as a 
"non-particle-based test." As used herein a "packaging 
expression vector" provides the factors, such as packaging 
proteins (e.g. structural proteins such as core and 
envelope polypeptides), transacting factors, or genes 
required by replication-defective retrovirus or 
hepadnavirus . In such a situation, a 

replication-competent viral genome is enfeebled in a 
manner such that it cannot replicate on its own. This 
means that, although the packaging expression vector can 
produce the trans-acting or missing genes required to 
rescue a defective viral genome present in a cell 
containing the enfeebled genome, the enfeebled genome 
cannot rescue itself. 
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